Background The number of hepatocellular carcinoma (HCC) patients with non-viral etiologies is increasing in Japan. We conducted a nation-wide survey to examine the characteristics of those patients. Methods After we assessed the trend of patients who were first diagnosed with HCC at 53 tertiary care centers in Japan from 1991 to 2010, we collected detailed data of 5326 patients with non-viral etiology. The etiologies were categorized as autoimmune hepatitis, primary biliary cirrhosis, alcoholic liver disease (ALD), non-alcoholic fatty liver disease (NAFLD), unclassified, and other. Baseline characteristics at initial diagnosis, the modality of the initial treatment, and survival status were collected via a website. Survival of the patients was assessed by the Kaplan-Meier method and Cox proportional hazard regression.
Introduction
Hepatocellular carcinoma (HCC) is a typical example of an infection-associated malignancy [1] . The geographical distribution of the highly endemic area of HCC overlaps that of chronic hepatitis B and C [2] . Rigorous efforts to control horizontal transmission of hepatitis B virus (HBV) by vaccination since the mid-1980s succeeded in reducing hepatitis B-related HCC in children [3] . Screening for hepatitis C virus (HCV) and the ending of paid blood donations markedly reduced the incidence of transfusionassociated hepatitis [4] . In those with active chronic hepatitis B, long-term suppression using nucleotide analogs may reduce the incidence of HBV-related HCC [5, 6] , and the eradication of HCV by interferon-based therapy can reduce HCV-related HCC [7, 8] . It can reasonably be concluded that hepatitis virus-related HCC will continue to decrease in the future [9, 10] .
While HCC is a typical example of a virus-related cancer, it is also well known to be strongly related to life style. Chronic alcoholism is a classical risk factor [11] ; more recently, obesity has been recognized to strongly affect HCC development in males, versus various other malignancies [12] . There is also growing evidence suggesting that type 2 diabetes increases the incidence of HCC [13, 14] . Due to the globally increasing proportion of the obese population over the past 30 years [15] , obesityrelated HCC will likely continue to increase.
Unlike virus-related HCC, in which the high-risk populations and surveillance programs are well established, little is known about the characteristics of virus-unrelated HCC. To reduce the forthcoming global burden of obesity-related HCC, to clarify its clinical features is quite important. The Non-B, Non-C Liver Cancer, Etiology, Prognosis and Treatment (NOBLESSE) study was conducted as a special project of the Inuyama Symposium, an assembly of 56 gastroenterology and hepatology units in university hospitals and tertiary care hospitals in Japan, to investigate the characteristics of non-B, non-C HCC patients.
Patients and methods

Patients
This retrospective study complied with the ethical guidelines for epidemiological research designed by the Japanese Ministry of Education, Culture, Sports, Science and Technology and Ministry of Health, Labour, and Welfare. The study protocol was approved by the University of Tokyo Medical Research Center Ethics Committee (approval number 3710) and the Institutional Review Board or Ethics Committee of each participating institution. Informed consent was waved because of the retrospective design. This study was registered with the University Hospital Medical Information Network (UMIN) Clinical Trial Registry (UMIN-CTR000007570).
First we collected the number of patients with HCC who were first diagnosed with HCC in the participating hospitals from 1991 to 2010 and categorized them as HBVrelated, HCV-related, both HBV and HCV-related, and non-B, non-C to assess trends in the proportion of background etiologies. Next we collected detailed data of non-B, non-C HCC patients defined as negative for both hepatitis B surface antigen (HBsAg) and anti-HCV antibody. Patients who lost HBsAg before the diagnosis of HCC or who were positive for HBV DNA were excluded.
Diagnosis of HCC
The diagnosis of HCC was made by dynamic computed tomography (CT) or dynamic magnetic resonance imaging (MRI) with consideration of hyperattenuation in the arterial phase, with washout in the late phase as a definite sign of this disease [16] or pathology. In years when dynamic CT was not available, the diagnosis was also made by angiography.
Data collection
The patients were registered via a website specially designed by the investigators. The following characteristics at diagnosis were collected: age, gender, body height, body weight, etiology of background liver disease, daily alcohol consumption; comorbidities including liver cirrhosis, fatty liver by ultrasonography, hypertension, dyslipidemia, and diabetes; tumor factors including tumor size of the maximal nodule, number of tumor nodules, the presence of vascular invasion, and extrahepatic metastasis; symptoms including ascites and hepatic encephalopathy, laboratory data, including serum albumin, total bilirubin, aspartate aminotransferase (AST), alanine aminotransferase (ALT), alkaline phosphatase (ALP), gamma-glutamyl transpeptidase (GGT), platelet count, prothrombin activity, alphafetoprotein (AFP), des-gamma-carboxyprothrombin (DCP), and lens culinaris agglutinin-reactive fraction of AFP (AFP-L3); and treatment modality for the first time, including hepatic resection, liver transplantation, ablation, transarterial chemoembolization (TACE), transarterial chemotherapy, systemic chemotherapy, radiation therapy, and supportive therapy. Body mass index (BMI), ChildTurcotte-Pugh (CTP) score, and Barcelona-Clinic-LiverCancer (BCLC) stages were calculated automatically using the data obtained above.
The etiology of background liver diseases was categorized as follows: autoimmune hepatitis (AIH), primary biliary cirrhosis (PBC), AIH-PBC overlap syndrome, alcoholic liver disease, non-alcoholic fatty liver disease (NAFLD), Budd-Chiari syndrome, hemochromatosis, Wilson disease, and others. The diagnosis of the background liver disease, hypertension, dyslipidemia, and diabetes was made by the attending physician, based on the Japanese clinical guidelines for each disease. Daily alcohol consumption was calculated from forms of alcohol and frequency. Alcoholic liver disease was defined as chronic liver injury with daily alcohol consumption C 80 g/day without another definite etiology. NAFLD was defined as a history of fatty liver or who were diagnosed with fatty liver, radiologically or pathologically, with alcohol consumption B 20 g/day. Those with cryptogenic chronic liver disease who did not meet the criteria described above for alcoholic liver disease or NAFLD were categorized as unclassified.
Patient survival status was also registered. Status was defined as alive, dead, or lost to follow-up. Observations were censored on 31 December 2011. In diseased patients, the cause of death was categorized according to the criteria of the Liver Cancer Study Group of Japan [17] , as follows: liver cancer progression, liver failure, gastrointestinal bleeding, gastro-esophageal varices rupture, rupture of liver cancer, operative death, other, and unknown.
Statistical analysis
Data are expressed as medians with 25th to 75th percentiles, unless otherwise indicated. Numbers and percentages were used for qualitative variables. Student's t test was used for comparisons of two continuous variables. Differences among groups were assessed with one-way analysis of variance (ANOVA) for continuous data, and with the Chi squared test for categorical data. The Cochran-Armitage trend test was used to evaluate increasing or decreasing trends in etiology. Survival time was defined as the interval between the day of the first diagnosis and death or the last visit to the hospital until 31 December 2011. Cumulative survival curves were constructed with the Kaplan-Meier method and compared with the log-rank test. To assess the hazard ratios of various factors on overall survival, the Cox proportional hazard model was used.
Statistical analyses were performed using the 'R' software (ver. 2.13.0; http://www.R-project.org). All tests were two-sided, and p values \ 0.05 were considered to indicate statistical significance.
Results
Patient profiles
Of 33,782 patients who were first diagnosed with HCC at the 53 participating hospitals from 1991 to 2010, 5326 (15.8 %) were categorized as non-B, non-C. A marked increase in the proportion of patients categorized as non-B, non-C was observed (p \ 0.001 by Cochran-Armitage test; Fig. 1 ). The proportion of non-B, non-C patients was 24.1 % in 2010, whereas it was only 10.0 % in 1991. The distribution of background liver diseases among non-B, non-C patients was as follows: AIH in 161 (3.0 %), PBC in 164 (3.1 %), AIH-PBC overlap syndrome in 18 (0.3 %), alcoholic liver disease in 1423 (26.7 %) , NAFLD in 596 (11.2 %), Budd-Chiari Syndrome in 20 (0.4 %), hemochromatosis in 9 (0.2 %), Wilson's disease in 5 (0.1 %), unclassified in 2875 (54.0 %), and other in 53 (1.0 %). 'Other' included schistosomiasis japonica, suspicion of autoimmune liver diseases, and normal liver. As few patients were categorized as AIH-PBC overlap syndrome, Budd-Chiari syndrome, hemochromatosis and Wilson's disease, they were combined with 'others' in Table 1 . Among non-B, non-C patients, 31 and 10 % were diagnosed as HCC at the department of gastroenterology or hepatology and other department in the participating hospital, respectively. The remaining 59 % were diagnosed at other hospitals and referred to the participating hospitals. Forty-one percent of patients were followed by imaging modalities before the diagnosis of HCC.
The median [interquartile range (IQR)] age in the entire cohort was 70.0 (63.0-75.0) years and approximately three-quarters were males. Patients with alcoholic liver disease were significantly younger than other etiologies (p \ 0.001). The male to female ratio was different among the etiologies: females predominated in autoimmune liver diseases. The vast majority were non drinkers or light drinkers, except for those with alcoholic liver disease or unclassified etiology. Among those judged as unclassified, 41 % were moderate drinkers.
The distribution of BMI varied across the etiologies and gender. The median BMI was the highest in those with Supplementary Fig. 1 ). The proportion of those with diabetes was highest in NAFLD patients. A similar trend was observed in the proportions of hypertension and dyslipidemia. The presence of fatty liver, judged by ultrasonography at the diagnosis of HCC, varied across the etiologies. The proportion was approximately 20 % in alcoholic liver disease and unclassified etiology, while it was lower in autoimmune liver diseases, especially PBC. It was also suggested that fatty liver could not be detected by ultrasonography in approximately 30 % at the diagnosis of HCC in NAFLD.
Approximately two-thirds of the patients were complicated with cirrhosis. The proportion of those with cirrhosis was lower in those with NAFLD and unclassified etiology compared with other etiologies (p \ 0.001). Reflecting the proportion of cirrhosis, platelet counts were highest in those with unclassified etiology, followed by those with NAFLD.
Regarding the diagnosis process, 30.3 % of the patients had their tumor pointed out for the first time in the participating department, 10.6 % in another department of the same hospital, and 59.1 % at other hospitals. Patients were diagnosed at more advanced stages in those with unclassified etiology; the tumor size was the largest and the proportion of patients with vascular invasion and extrahepatic metastasis was also the largest. The sensitivity of DCP was superior to that of AFP (54.2 vs. 40.6 % with cutoff values of 100 mAU/mL and 20 ng/mL, respectively).
Treatment and survival
Among 5058 patients in whom BCLC staging could be determined, 2533 (50.1 %), 1913 (37.8 %), 283 (5.6 %), and 329 (6.5 %) were categorized as stages A, B, C, and D, respectively ( Table 2 During the mean follow-up period of 2.6 years, 2225 patients died and 670 patients were lost to follow-up. The causes of death were cancer progression in 1411 (58.0 %), liver failure in 359 (14.8 %) , gastrointestinal bleeding, including varices rupture, in 87 (3.6 %), tumor rupture in 71 (2.9 %), operative death in 13 (0.5 %), and other in 284 (11.7 %) . The cause of death was unspecified in 206 (8.5 %) . Median survival time [95 % confidence interval (CI)] after the initial diagnosis of HCC was 4.03 (3.82-4.20) years. Overall survival rates at 1, 3, 5, 7, 10, 15, and 20 years were 80.1, 58.2, 42.6, 32.2, 21.5, 15.2, (Fig. 3b , p \ 0.001).
Univariate Cox regression analysis revealed that the following factors were significantly related to poor survival: old age (p \ 0.001), male gender (p = 0.003), alcohol consumption C80 g/day (p \ 0.001), BMI (p = 0.001), Child-Pugh score (p \ 0.001), maximal tumor size (p \ 0.001), number of nodules (p \ 0.001), the presence of vascular invasion (p \ 0.001), the presence of extrahepatic metastasis (p \ 0.001), AFP (p \ 0.001), DCP (p \ 0.001), and AFP-L3 (p \ 0.001). The presence of diabetes was indicated as a better prognosis factor, though with marginal significance (hazard ratio, 0.93; 95 % CI, 0.86-1.01; p = 0.08). BMI showed a V-shaped hazard distribution: those with BMIs of 22.1-25 kg/m 2 had the best outcomes, whereas those with higher and lower BMI showed worse prognoses. We plotted relative hazard against BMI using cubic splines. The V-shape hazard distribution was also observed in the plot ( Supplementary  Fig. 2 ). Fig. 3 Overall survival. A Overall survival of the entire patient cohort. Overall survival rates at 1, 3, 5, 7, 10, 15, and 20 years were 80.1, 58.2, 42.6, 32.2, 21.5, 15.2, and 15 .2 %, respectively. B Overall survival according to BCLC stage. Survival rates at 1, 3, 5, 7, 10, 15, and 20 years were 94.5, 76.4, 58.7, 44.7, 30.7, 21.9, and 21.9 % in stage A, 71.1, 44.1, 29.1, 22.2, 13.0, 9.0, and 9.0 % in stage B, 44.6, 18.8, 15.5, 9.3, and 9.3 % in Stage C, and 48.0, 24.4, 12.3, 7.3, 3.1 %, respectively, in Stage D J Gastroenterol (2015) 50:350-360 355 We performed a multivariate analysis using the variables above, except that AFP-L3 was excluded because of missing values. The results showed that age, BMI, alcohol consumption, Child-Pugh score, tumor size, number of tumor nodules, extrahepatic metastasis, AFP, and DCP were significant factors related to poor prognosis (Fig. 4) . The presence of diabetes again showed no statistical significance.
Discussion
In the present study, a rapidly increasing proportion of HCC patients with non-viral etiologies was found. A similar trend was reported in a national survey by the Liver Cancer Study Group of Japan [18] . As the number of newly diagnosed HCC cases in Japan was almost at a plateau throughout the study period [19] , not only the proportion, Fig. 4 Multivariate Cox proportional hazard regression analysis of survival. AFP alpha-fetoprotein, AFP-L3 lens culinaris agglutininreactive fraction of AFP, DCP des-gamma-carboxy prothrombin AFP alpha-fetoprotein, AFP-L3 lens culinaris agglutinin-reactive fraction of AFP, ALT alanine aminotransferase, Anti-HBcAb anti-hepatitis B core antibody, DCP des-gamma-carboxy prothrombin, IQR interquartile range but also the number, of patients with non-viral etiologies was increasing. As a risk factor of HCC, alcohol consumption has not increased over the last two decades in Japan according to statistics from the Ministry Labour and Welfare in Japan [20] . In contrast, the size of the obese population is increasing rapidly due to changes in the diet in Japan. The proportion of patients with diabetes has also increased in the past three decades [21] . It seems reasonable that the rapidly increasing number of HCC patients with non-viral etiologies was largely due to the rapidly increasing obese population.
Among non-viral chronic liver diseases, the natural history of AIH, PBC, and alcoholic liver disease are well known compared with that of NAFLD. In these three, HCC ordinarily arises through cirrhosis after long-lasting chronic inflammation in the liver [22] [23] [24] . Indeed, liver cirrhosis was a complication in more than 80 % of those patients. In contrast, the proportion of cirrhosis was smaller and platelet counts were higher in NAFLD patients than those with AIH, PBC, and alcoholic liver disease. It has been reported that a significant proportion of patients (41.7 %) with both NAFLD and HCC are not complicated with cirrhosis [25] . That a significant proportion of patients with NAFLD or unclassified etiology were not complicated with cirrhosis suggests that to characterize a high-risk population within them would be difficult.
In this study, almost half of the patients were complicated with diabetes mellitus. According to a systematic review investigating the relationship between diabetes and HCC, the presence of diabetes is an approximately 2.5-fold risk of HCC [26] . Judging from the wide variation in the proportion of patients with diabetes among the etiologies, it seems that diabetes correlates more strongly with hepatocarcinogenesis in some chronic liver diseases, such as NAFLD, than others.
In this study, we defined NAFLD as a history of fatty liver and alcohol consumption of no more than 20 g/day. As shown in Table 1 , fatty liver was not diagnosed by ultrasonography at the diagnosis of HCC in approximately 30 % of patients with NAFLD-related HCC. Those patients would be categorized as unclassified when a history of fatty liver was not confirmed. That is, a significant proportion of those categorized as unclassified could be burn-out nonalcoholic steatohepatitis (NASH). Similarly, alcohol-related HCC could be included in unclassified patients because approximately 40 % of the patients in the category were moderate drinkers. In the first place, it might be unreasonable to categorize those patients clearly, because moderate alcohol intake, obesity, and fatty liver are mutually correlated and may have a synergistic effect on hepatocarcinogenesis.
Occult infection with HBV represented by the presence of antibody to hepatitis B core antigen (anti-HBc) has been considered as a risk factor of non-B, non-C HCC defined as negative for both HBsAg and anti-HCV antibody [27, 28] . Indeed the prevalence of anti-HBc antibody was higher in this study compared to a previous report in blood donors [29] . It is also to be noted that those with anti-HBc antibody may include chronic HBV carriers with HBsAg loss before the diagnosis of HCC, who had significant risk for HCC [30] .
Patients were diagnosed at less-advanced stages than we expected. This is partly because all participating hospitals were tertiary care centers. Those with terminal stages diagnosed in primary or secondary hospitals were unlikely to be referred to the participating hospitals. In addition, 41 % of patients were followed by imaging modalities before the diagnosis of HCC. As a result, a large majority of patients underwent radical therapies, such as hepatic resection, ablation, or TACE, as the initial treatment.
Prognostic factors for HCC have been investigated fully in previous studies [31] . However, to our knowledge, this is the first report of the detailed relationship between BMI and survival in HCC patients. Indeed, BMI showed a V-shaped hazard function for death. It is well known that the relationship between BMI and all-cause mortality is V-shaped, with a BMI around 22 kg/m 2 showing the best prognosis. However in this study, the lowest relative hazard was observed at a slightly overweight BMI. We had expected that the best BMI would be around 22 kg/m 2 , because obesity is thought to affect hepatocarcinogenesis in this cohort and may affect recurrence after treatment. This would be because the relatively underweight patients included those with more advanced disease. However, the trend remained after adjustment for other significant factors, including those related to the tumor. Overweight patients may have some advantage versus underweight patients that we did not investigate.
The presence of diabetes did not affect survival in this study. One meta-analysis reported that the presence of diabetes increased the risk of all-cause mortality in HCC patients by 1.38-fold (95 % CI, 1.13-1.68) [32] . It is quite reasonable that those with diabetes had additional risk for death from cardiovascular, cerebrovascular, infectious or renal diseases. Some kind of biases might exist behind the fact that the presence of diabetes did not worsen the patients' survival, which needs further investigation.
Most of the major limitations of this study relate to its retrospective design.
(1) Because the major data source was a database maintained by each participating hospital, some data were missing. Patients who were not registered in the database could not be entered into this study. However, the proportion of patients with missing data on important items, such as alcohol consumption, was less than 5 %; this would not affect the overall results. (2) As the amount of daily alcohol intake was self-reported, some patients might have underreported their alcohol intakes. Some should possibly have been categorized as having alcoholic liver disease. (3) Similarly, because the diagnosis of NAFLD was based on a past history or ultrasound examination at the diagnosis of HCC, undiagnosed burn-out NASH patients were included in those unclassified, especially when not followed in clinics or hospitals. Based on the high proportion of those with lifestyle diseases and moderate drinkers, at least a majority of those unclassified would be related to chronic alcoholism, obesity, or both.
In conclusion, the proportion of HCC patients without chronic viral hepatitis in Japan is increasing rapidly. Most had lifestyle disease-related backgrounds, especially related to obesity. Narrowing down a high-risk population would be difficult because one-third of the patients were non-cirrhotic, and obesity, fatty liver, and diabetes are prevalent in Japan.
